HEV has been identified in several animal species including domestic pigs, chickens, 48 deer, wild boars, mongooses, rabbits, rats, ferrets, bats, and fish (4) and, based on the host 
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Comparison of HEV RNA detection assays diagnostic procedure for mHEV is still needed (1, 8) . Serological studies comparing 63 immunoassays widely used for mHEV diagnosis found 2.9-to 6.5-fold variation in anti-HEV 64 antibodies detection rates (9-11), and only two of six commonly available IgM anti-HEV 65 detection assays had sensitivities and specificities above 95% (11). Due to this overall low 66 sensitivity, a combination of antibody detection and nucleic acid detection has been suggested 67 for optimizing mHEV diagnosis (12,13). 
MATERIAL AND METHODS
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Experimental samples. Primers and probes. All primers and probes used in this study are listed in Table 1 . where S indicates the slope (S) of the regression line. The limit of detection of each assay and the 173 intra-assay variation were assessed with the standard curves tested in triplicate. Limit of 174 detection was specified as the lowest amount of DNA standard that could be detected with 100% 175 probability. The inter-assay variation was determined by three independent runs of the standard 176 curves in triplicate. 
Conventional nested RT-PCR.
RESULTS
214
For assays C and B, which differentiate between HEV genotypes 3 and 4, there was no
215
difference between the standard curves tested as duplex assays or single-plex regarding PCR 10% fecal samples for assay B, and from 4.68 to 4.81 log 10 HEV GE copies ml -1 for assay C
254
( Fig. 1) . In order to further investigate the reason of the low detection rates found with assay indicating that the detection rates achieved were due to intrinsic differences in the limit of 259 detection for each assay. and 3/12 samples that were successfully sequenced were determined to be mHEV genotype 278 3 (Table 5) . or probe when compared to the mHEV strains used to infect the pigs, indicating that the 322 detection rates achieved were due to intrinsic differences in the limit of detection for each assay. Table 1 Primers and probes used in this study.
a Nucleotide positions are in accordance with GenBank accession number AF60669, except for the HEV genotype 4 probes that are in accordance with GenBank accession number HQ634346. Table 4 Detection rates for HEV RNA in fecal samples collected from pigs of unknown HEV status by real-time RT-PCR assays A, B, C and D.
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